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AMENDMENTS TO THE CLAIMS WITH MARKINGS TO SHOW CHANGES 
MADE, AND LISTING OF ALL CLAIMS WITH PROPER IDENTIFIERS 

1. (Currently amended) A method for determining a target nucleic acid 
sequence, whoroin tho targot nuo lei o ac i d soquonoo i s compr i s e d i n a 
pr e parat i on comprising a non target nuo l o i o ac i d soquonoo, tho torgot 
nuc l o i c ac i d s e qu e nc e and tho non targot - nuc lei c ac i d s e qu e nco oaoh 
hav i ng a f i rst rog i on of common sequonco upstroom of a f i rst r e g i on - of 
d i ss i m il ar se qu e nco upstroom of a second r e g i on of diss i m il ar s e qu e nc e , 
the method comprising the steps of : 

(a) contacting the a preparation wherein the target nucleic acid sequence is 
comprised in the preparation, a non-target nucleic acid sequence, the target 
nucleic acid seguence and the non-target nucleic acid sequence each 
having a first region of common sequence upstream of a first region of 
dissimilar seguence upstream of a second region of dissimilar seouence - 
with a blocking oligonucleotide complementary to at least a portion of the 
first region of dissimilar sequence of the non-target nucleic acid sequence, 
under conditions to hybridise the blocking oligonucleotide thereto; 

(b) contacting the resultant preparation with a sequencing primer 
complementary to at least a portion of the first region of common sequence, 
under conditions to hybridise the primer to the target nucleic acid sequence; 
and 

(c) subjecting the so treated preparation to a sequencing reaction, such that the 
sequencing reaction proceeds into the second region of dissimilar sequence 
of the target nucleic acid sequence, thereby determining at least the second 
region of dissimilar sequence of the target nucleic acid sequence; and 
wherein the blocking oligonucleotide blocks the sequencing reaction at 
least from proceeding into the second region of dissimilar sequence of the 
non-target nucleic acid sequence. 
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2. (Currently amended) [A] The method according to claim 1, wherein the 
target nucleic acid sequence and the non-target nucleic acid sequence each 
have a second region of common sequence which lies between the first and 
second regions of dissimilar sequence. 

3. (Currently amended) [A] J_he method according to claim 1 or cla i m 2 , 
wherein step (a) further comprises a step of contacting the preparation with 
a terminator nucleotide, under conditions to incorporate the terminator 
nucleotide into the blocking oligonucleotide hybridised to the non-target 
nucleic acid sequence. 

4. (Currently amended) [A] J_he method according to claim 3, wherein the 
terminator nucleotide is a dideoxy nucleotide. 

5. (Currently amended) [A] The method according to any procod i ng claim %, 
wherein hybridisation of the blocking oligonucleotide to the non-target 
nucleic acid sequence is capable of inhibiting primer binding to the non- 
target nucleic acid sequence. 

6. (Currently amended) [A] The method according to any of c l a i ms 1 to 4 , 
claim 1 . wherein hybridisation of the blocking oligonucleotide to the non- 
target nucleic acid sequence is capable of inhibiting extension of the 
sequencing primer hybridised to the non-target nucleic acid sequence. 

7. (Currently amended) [A] J_he method according to any proood i ng claim ±, 
wherein step (a) further comprises contacting the preparation with a 
cleavage agent which recognises a double-stranded recognition sequence 
comprising at least a part of the sequence of the blocking oligonucleotide, 
under conditions to cleave the non-target nucleic acid sequence. 
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8. (Currently amended) [A] T_he method according to claim 7, wherein step (a) 
comprises: after contacting the preparation with the blocking 
oligonucleotide, subjecting the preparation to a polymerisation reaction, 
under conditions to extend the blocking oligonucleotide hybridised to the 
non-target nucleic acid sequence, and contacting the preparation with the 
cleavage agent, under conditions to cleave the non-target nucleic acid 
sequence within the second region of common sequence. 

9. (Currently amended) [A] The method according to claim 7 or c l a i m 8, 
wherein the cleavage agent comprises a restriction endonuclease. 

10. (Currently amended) [A] The method according to claim 9, wherein the 
restriction endonuclease recognises a recognition sequence comprising at 
least a part of the first region of dissimilar sequence of the non-target 
nucleic acid sequence. 

11. (Currently amended) [A] Ihe method according to claim 9 or o l a i m 10 , 
wherein the restriction endonuclease recognises a recognition sequence 
comprising at least a part of the second region of common sequence. 

12. (Currently amended) [A] J_he method according to claim 7 or c l a i m 8 , 
wherein the cleavage agent comprises a chemical cleavage agent. 

13. (Currently amended) [A] Ihe method according to any of c l a i m s 3 to 12 , 
claim 3. wherein the terminator nucleotide is capable of covalently cross- 
linking the blocking oligonucleotide to the non-target nucleic acid. 

14. (Currently amended) [A] The method according to any pr e c e d i ng claim I, 
wherein the second region of dissimilar sequence comprises a single 
nucleotide. 
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15. (Currently amended) [A] The method according to any proood i ng claim 1, 
wherein the first region of dissimilar sequence comprises a single 
nucleotide. 

16. (Currently amended) [A] The method according to any proood i ng claim 1, 
wherein the sequencing reaction of step (c) compr i sos a mothod of 
se quenc i ng is based on the detection of the release of pyrophosphate. 

17. (Currently amended) [A] J_he method according to claim 16, wherein the 
sequencing reaction of step (c) comprises pyrosequencing. 

1 8. (Currently amended) [A] The method according to any procod i ng claim 1_, 
wherein the preparation comprises DNA is derived from two or more 
individuolc subjects 

19. (Currently amended) A method for determining a plurality of target nucleic 
acid sequences, wh e r ei n th e p l ura l ity of target nuc l o i o ac i d s e qu e nc e s i s 
compr i sod i n a pr e parat i on furth e r compr i s i ng a p l ura li ty of corr e spond i ng 
non targot nuc l o i c ac i d sequoncos, oaoh torgot nuc l o i c ac i d s e qu e nco in tho 
preparat i on corrosponds to ono or moro correspond i ng non targot nuc l o i o 
ac i d soquoncoo i n the preparat i on, oaoh targot nuc l o i c ac i d soquonoo and 
e ach corrospond i ng non targot nuc l o i o acid coquonco has a f i rst rog i on of 
common ooquonoe upstream of a first rog i on of d i ss i m il ar soquonoo 
upstroam of a se cond r e g i on of dissim il ar s e quonco, tho f i rst rog i on of 
oommon soquonoo of oaoh targ e t nucleio ac i d s e quonoo i s tho samo as tho 
f i rst rog i on of common soquonoo of i t s corr e spond i ng non targot nuc l o i c 
ac i d s e quoncos, tho f i rst rog i on of diss i m il ar soquonco of oach targot 
nuclo i c ac i d sequ e nc e i s d i ff e r e nt to th e f i rst r e g i on of d is s i m il ar soquonoo of 
i ts corrospond i ng non targot nuc l o i c acid s equoncos, tho socond rog i on of 
d i ss i m il ar se qu e nc e of e ach target nuol e io ac i d s e qu e nc e i s d i ff e r e nt to th e 
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soGond reg i on of d i ss i m il ar soquonco of i ts correspond i ng non targot nuoloio 
ac i d s e quenoos, which method comprises the steps of : 

(a) contacting the a preparation wherein the plurality of target nucleic acid 
sequences is comprised in the preparation and further comprising a plurality 
of corresponding non-target nucleic acid sequences, each target nucleic 
acid seouence in the preparation corresponds to one or more corresponding 
non-target nucleic acid seguences in the preparation, each target nucleic 
acid seouence and each corresponding non-target nucleic acid seguence 
has a first region of common seouence upstream of a first region of 
dissimilar sequence upstream of a second region of dissimilar seouence. 
the first region of common seguence of each target nucleic acid seouence is 
the same as the first region of common sequence of its corresponding non- 
target nucleic acid seguences, the first region of dissimilar sequence of 
each target nucleic acid sequence is different to the first region of dissimilar 
seguence of its corresponding non-taraet nucleic acid seguences, the 
second region of dissimilar sequence of each target nucleic acid sequence 
is different to the second region of dissimilar seouence of its corresponding 
non-target nucleic acid seguences. - with a plurality of blocking 
oligonucleotides wherein each blocking oligonucleotide is complementary to 
at least a portion of the first region of dissimilar sequence of a non-target 
nucleic acid sequence, under conditions to hybridise the blocking 
oligonucleotide thereto; 

(b) contacting the resultant preparation with a plurality of sequencing primers, 
wherein each primer is complementary to at least a portion of the first region 
of common sequence of a target nucleic acid sequence and its 
corresponding non-target nucleic acid sequence, under conditions to 
hybridise the primer thereto; and 

(c) subjecting the so treated preparation to a sequencing reaction, such that the 
sequencing reaction proceeds into the second region of dissimilar sequence 
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of the target nucleic acid sequences, thereby determining at least the 
second region of dissimilar sequence of each target nucleic acid sequence; 
and wherein the blocking oligonucleotides block the sequencing reaction at 
least from proceeding into the second region of dissimilar sequence of each 
corresponding non-target nucleic acid sequence. 

20. (Currently amended) [A] The method according to any pr e c e d i ng claim 19, 
wherein the target nucleic acid sequence and the non-target nucleic acid 
sequence comprise one or more further regions of dissimilar sequence 
downstream of the second region of dissimilar sequence. 

21. (Currently amended) A method for determining the haplotype of a subject 
from a sample comprising DNA from the subject, comprising a method as 
defined in any procod i ng claim 19, wherein the said preparation comprises 
the sample, the target nucleic acid sequence Gompr i eoo comprising a locus 
on a first chromosome of a pair of chromosomes, the non-target nucleic acid 
sequence which comprises the corresponding locus on the second 
chromosome of the pair, the said locus comprising two or more single 
nucleotide polymorphisms for which the subject is heterozygous, wherein 
the sequencing reaction is conducted to determine the sequence of the 
locus on the first chromosome of the pair thereby determining the haplotype 
of the subject. 

22. (Currently amended) [A] The method according to claim 21 , where the locus 
comprises a human Class I or Class II HLA gene. 

23. (Currently amended) A method yse of pyrosequencing for determining the 
haplotype of a subject from a sample comprising DNA from the subject, 
comprising the steps of: wh e r ei n pyrosequencing is us e d to s e qu e nc e a 
target locus on a first chromosome of a pair, the target locus comprising two 
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or more single nucleotide polymorphisms, the and blocking sequencing of a 
corresponding locus on the second chromosome of the pair b ei ng b l ock e d 
from ooquonoing by a blocking oligonucleotide hybridised to the second 
chromosome. 

24. (Currently amended) Us© The method according to claim 24 23, wherein the 
blocking oligonucleotide is hybridised to a region of the corresponding locus 
on the second chromosome which comprises a single nucleotide 
polymorphism. 

25. (Currently amended) A kit for determining one or more target nucleic acid 
sequences, comprising: whoro i n tho ono or mor e targ e t nuo l o i c ao i d 
s e qu e nc e s i s compris e d i n a preparation comprising one or more target 
nucleic acid sequences, one or more non-target nucleic acid sequences, the 
one or more target nucleic acid sequences and the one or more non-target 
nucleic acid sequences each having a first region of common sequence 
upstream of a first region of dissimilar sequence upstream of a second 
region of dissimilar sequenc e, wh i ch kit compr is os; one or more blocking 
oligonucleotides complementary to at least a portion of the first region of 
dissimilar sequence of the one or more non-target nucleic acid sequences 
and one or more sequencing primers complementary to at least a portion of 
the first region of common sequence. 

26. (Currently amended) [A] The kit according to claim 25, which further 
comprises one or more terminator nucleotides. 

27. (Currently amended) [A] The kit according to claim 26, wherein the 
terminator nucleotide comprises a dideoxy nucleotide. 
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28. (Currently amended) [A] The kit according to claim 27, wherein the kit 
includes dideoxy-ATP, dideoxy-CTP, dideoxy-GTP and/or dideoxy-TTP. 

29. (Currently amended) [A] J_he kit according to any of c l a i ms 25 to 28 claim 
25, further comprising deoxy-ATP, deoxy-CTP, deoxy-GTP, deoxy-TTP, a 
DNA polymerase, ATP sulfurylase, firefly luciferase and/or a nucleotide- 
degrading enzyme. 
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